3.1) T. gondii infection alters Radial Glia cell numbers and neurogenesis. 2 4 0
In order to understand the effects of T. gondii infection on the RG differentiation 2 4 1 potential, isolated RG cells from E14 cerebral cortex were infected with the tachyzoite forms 2 4 2 of the parasite. We used the cells 24 hours after neurosphere dissociation and plating. At ( Figure 2B, D) . This was concomitant with an increase in organization levels of the tight 2 7 0 junctions (TiJOR) by 90% (Figure 2 E) . However, treatment of endothelial cells with 2 7 1 conditioned medium derived from infected RG cells (Inf-RG-CM) completely abrogated RG 2 7 2 potential to induce ZO-1 labeling intensity, by 40%, when compared to control cultures, 2 7 3 although the TiJOR index did not differ from the controls (Figure 2 C, D) . In summary, Inf-2 7 4
RG-CM-treated presented deleterious effects on tight junction protein levels and 2 7 5 organization.
7 6
Additionally, a functional trans-endothelial electrical resistance (TEER) assay was 2 7 7 performed to investigate whether the structural tight junction modifications observed herein 2 7 8
were accompanied by alterations in endothelial monolayer barrier properties. Cultivation of 2 7 9 endothelial cells with RG-CM for 24 h increased TEER barrier properties by 22%. However, 2 8 0 addition of Inf-RG-CM completely impaired RG-induced increases in barrier properties, 2 8 1 although no significant alterations were observed in cell morphology. Treatment with Inf-2 8 2 RG-CM decreased TEER barrier properties by 27% when compared to the controls ( Figure  2  8  3 
F). 8 4
The role of RG infection on the distribution of the pro-angiogenic signaling protein β-2 8 5 catenin in endothelial cells was also investigated. The deleterious effect of Inf-RG-MC seen 2 8 6 in TiJOR and TEER was also true for β-catenin protein distribution on bEnd.3 cells 2 8 7 monolayers. In the control condition, β-catenin colocalized with ZO-1 along cell-cell 2 8 8 contacts (Figure 2 G, J, M) . The RG-CM treatment significantly increased β-catenin 2 8 9 immunolocalization at junctional regions, which was impaired by Inf-RG-CM treatment To gain insight into the possible alterations induced by T. gondii on the RG secretory 2 9 5 protein repertoire, a CBA analysis was carried out to measure the inflammation related 2 9 6 factors IL-2, IL-4, IL-6, IL-10, IL-17, IFN-γ and TNF-α, followed by an ELISA analysis for 2 9 7 the neuroprotector TGF-β1, to measure the levels of these cytokines in the RG-CM and 2 9 8
Inf-RG-CM. No detectable levels of IL-2, IL-4, IL-10, IL-17, IFN-γ and TNF-α, in the 2 9 9 conditioned mediums were observed. CM from infected RG cultures showed IL-6 in 3 0 0 increased concentrations (7.4 pg/ml) when compared to CM from control RG-CM (0.3 3 0 1 pg/ml, p<0.01, unpaired t test). TGF-β1 levels were 40% decreased in Inf-RG-CM when 3 0 2 compared to uninfected cultures (18 versus 29 pg/ml, p<0.05, Unpaired Student's T test) 3 0 3 ( Figure 3A) . induce VEGF synthesis and release, promoting angiogenesis, alongside increased 3 9 4 expression of matrix metalloproteinase 9 (MMP9) (Yao et al., 2006) . Increased MMPs 3 9 5 levels in different brain injury models were associated with degradation of the endothelial 3 9 6 basement membrane and enhanced tyrosine phosphorylation of tight junction proteins, 3 9 7 triggering protein redistribution, changes in adhesive properties between endothelial cells, 3 9 8
and TEER reduction, resulting in increased permeability (Stamatovic et al., 2008) . Ben-Zvi, A., Lacoste, B., Kur, E., Andreone, B.J., Mayshar, Y., Yan, H., et al. (2014 Dohgu, S., Takata, F., Yamauchi, A., Nakagawa, S., Egawa, T., Naito, M., et al. 
